Background: Pre-harvest sprouting (PHS) of wheat grain leads to a reduction in grain yield and quality. The availability of markers for marker-assisted selection (MAS) of PHS resistance will serve to enhance breeding selection and advancement of lines for cultivar development. The aim of this study was to identify candidate regions and develop molecular markers for PHS resistance in wheat. This was achieved via high density mapping of single nucleotide polymorphism (SNP) markers from an Illumina 90 K Infinium Custom Beadchip in a doubled haploid (DH) population derived from a RL4452/'AC Domain' cross and subsequent detection of quantitative trait loci (QTL) for PHS related traits (falling number [FN], germination index [GI] and sprouting index [SI]). SNP marker sequences flanking QTL were used to locate colinear regions in Brachypodium and rice, and identify genic markers associated with PHS resistance that can be utilized for MAS in wheat. Results: A linkage map spanning 2569.4 cM was constructed with a total of 12,201 SNP, simple sequence repeat (SSR), diversity arrays technology (DArT) and expressed sequence tag (EST) markers. QTL analyses using Multiple Interval Mapping (MIM) identified four QTL for PHS resistance traits on chromosomes 3B, 4A, 7B and 7D. Sequences of SNPs flanking these QTL were subject to a BLASTN search on the International Wheat Genome Sequencing Consortium (IWGSC) database (http://wheat-urgi.versailles.inra.fr/Seq-Repository). Best survey sequence hits were subject to a BLASTN search on Gramene (www.gramene.org) against both Brachypodium and rice databases, and candidate genes and regions for PHS resistance were identified. A total of 18 SNP flanking sequences on chromosomes 3B, 4A, 7B and 7D were converted to KASP markers and validated with matching genotype calls of Infinium SNP data.
Background
Preharvest sprouting is observed across all major wheat growing regions in the world. In western Canada, the average annual losses due to PHS are approximately $100 million [1] . Insufficient seed dormancy is one major factor contributing to pre-harvest sprouting losses, particularly under humid, wet weather conditions at harvest. PHS resistant/tolerant wheat cultivars and land races have been identified globally, with origins mainly in Canada, USA, Australia, China, Japan, South Africa, Kenya and New Zealand [2] . Canadian red-seeded spring wheat cultivars (AC Domain, AC Majestic, Columbus, Pasqua, Waskada, Harvest) and white spring wheat genotypes (AC Vista, Snowbird, Snowstar, Kanata, HY361) are known to carry resistance to PHS, all having derived their resistance alleles from a red-seeded breeding line RL4137 [1, 3] .
Of the three PHS traits, FN [4, 5] is most commonly used to quantify PHS [6] and indirectly measures the activity of the enzyme α-amylase that breaks down starch in germinating grains. Degradation of grain-starch as the result of greater α-amylase activitys result in lower FN values and are an indirect indication of low levels of PHS resistance or dormancy. Two other important traits for the characterization of PHS are GI [7, 8] and SI [9] . While GI values deduced from seed-germination tests in petri dishes are a direct measure of seed dormancy, SI values obtained via artificial wetting of intact wheat spikes, detect dormancy and properties of the inflorescence that affect PHS [5] .
Quantitative trait loci (QTL) linked to PHS traits have been reported on all 21 hexaploid wheat chromosomes [10] [11] [12] [13] , mainly on 3A [14] [15] [16] [17] , 3B and 3D [17] [18] [19] , 4A [2, [20] [21] [22] [23] [24] , 5A [25, 26] , 6B and 7D [27] . Of these, the PHS QTL on 4A has consistently been identified in several different mapping populations. The RL4452/' AC Domain' DH population has been extensively characterized for QTL detection of PHS [28] , agronomic [29] and quality traits [30] , in several past studies that involved a small number of molecular markers. These studies relied mainly on SSR marker data for the preparation of genetic maps and locating QTL on chromosomes. With low costs and rapid advancements in sequencing technology, thousands of molecular markers, mainly SNPs have become available in wheat. Additionally, access to genome sequence information for rice [31] and Brachypodium [32] will now facilitate comparative mapping for the identification of genes underlying various important quantitative traits in wheat.
Interaction among PHS QTL (QxQ, QTL epistasis), and the environment (QxE, QxQxE) have been reported from various studies [18, [33] [34] [35] aimed at understanding the complex genetic structure of QTL. As chromosomal locations of PHS QTL are not uniform across populations, obtaining a consensus on the precise genomic location of important trait QTL is required for fine mapping and cloning studies. Meta-QTL or Meta-analysis [36] integrates several QTL studies of a common trait to provide a meaningful estimate of the exact location and number of QTL for that given trait. Eight PHS QTL on chromosomes 3A, 3B, 3D and 4A were identified in a Meta-QTL study [37] A high level of genome-synteny exists among wheat, Brachypodium and rice, with wheat being more closely related to Brachypodium than to rice [38, 39] . Conservation or collinearity of genetic markers [40, 41] and greater structural similarities in the coding regions of orthologous genes [39] of wheat and Brachypodium have been reported. However, given differences in gene content in orthologous regions of wheat, Brachypodium [41] and rice [42] , it might be beneficial to use both genomic sequences of Brachypodium and rice in comparative mapping studies for map based cloning and gene discovery in wheat.
Our study deployed SNP markers from a 90K Infinium iSelect Custom Beadchip [43] , in addition to available SSR, DArT and ESTs, to generate high density genetic maps for the identification of PHS resistance QTL. Sequences corresponding to polymorphic SNPs flanking PHS QTL were analyzed against genomic sequences of Brachypodium and rice. The objectives of our research were a) to identify candidate genes and regions in Brachypodium and rice that are orthologous to PHS resistance QTL intervals in wheat, and b) to utilize sequences of SNPs flanking PHS QTL to develop KASP markers for MAS of PHS resistance.
Results

Linkage mapping
A total of 12,201 SNP, SSR, DArT and EST markers were mapped to all 21 wheat chromosomes. The resulting linkage map spanning 2569.4 cM is reported in Additional file 1. Of the 12,201 markers, 11,282 or 92.5% were SNPs, while the remaining 919 or 7.5% comprised SSR, DArT and EST markers. The largest number of SNP markers (6, 291) were distributed across the B genome, followed by 4,125 SNPs mapped to the A genome, and 1,785 SNP markers on the D genome (Table 1) .
QTL analysis
PHS datasets were analyzed with both MIM and simple interval mapping (SIM; data not shown) methods. As results of both methods were very similar, only those of MIM were reported in this study. The MIM [44] analysis identified four QTL with significant effects, located across chromosomes 3B, 4A, 7B and 7D. Each of these four QTL appeared in two or more environments and had peak LOD scores greater than the critical threshold LOD at 5% significance levels (α 0.05 ) [45] . Coincident QTL for GI, SI and FN were located on chromosome 4A. Across trials, RL4452 alleles on 3B and 7B provided PHS resistance as they reduced SI. However, ' AC Domain' alleles also provided PHS resistance as they increased FN on 4A and 7D (with the exception of the Glenlea 2005 trial in which they reduced FN on 7D) and reduced SI and GI on 4A (Table 2) .
Candidate regions and genes for PHS resistance
Sequences of SNPs flanking QTL for PHS resistance on chromosomes 3B, 4A, 7B and 7D were subjected to BLASTN searches on the IWGSC and Gramene databases and returned hits to candidate regions in Brachypodium and rice (Table 3 ). Genetic and physical maps displaying orthologous regions for PHS resistance in wheat, Brachypodium and rice are given in Figures 1a and b Brachypodium/rice candidates for PHS resistance orthologous to consensus regions on wheat chromosomes 3B, 4A, 7B and 7D (Additional file 2) were identified. In the 3B region there are 895 genes in the Brachypodium orthologous region and 1375 in the rice region. The 4A region had 98 genes in the Brachypodium region and 1159 in rice, while the 7B region had 148 in Brachypodium and 155 in rice and the 7D region had 235 in Brachypodium and 88 in rice. Genes involved in ABA and GA metabolism as well as those affecting flowering time were present in the QTL regions. Among these were 
Development and validation of KASP primers
A total of 18 KASP markers, five each for chromosomes 3B and 7B.1, and four each for chromosomes 4A and 7D.2 (Table 4) were developed from sequences of SNPs flanking QTL for PHS resistance. Genetic map locations of individual KASP markers were identical to the respective SNP from which they were derived. Primer sets of all 18 KASP markers are listed in Additional file 3. Further, we validated the conversion of these 18 KASPs from matching genotype calls of Infinium SNP data on 183 DH progeny genotypes. Four DH progeny genotypes of the RL4452/' AC Domain' cross were identified to carry PHS resistance on chromosomes 3B, 4A, 7B and 7D (Additional file 4).
Discussion
The objectives of our research were to identify candidate regions for PHS resistance QTL of wheat and develop KASP markers (for MAS) from sequences of SNPs flanking such QTL. This is an important step in the process of map-based cloning of genes that underlie important quantitative traits like PHS resistance. Our objectives were achieved using 11,282 SNPs from the 90 k Infinium Custom Beadchip to develop a high density linkage map in the RL4452/' AC Domain' mapping population and subsequently detect QTL for PHS resistance on chromosomes 3B, 4A, 7B and 7D. Comparative mapping utilizing sequences of SNPs flanking PHS resistance QTL enabled identification of candidate genes and regions in Brachypodium and rice. The resulting 18 KASP markers can be deployed in future genetic studies of PHS, and in evaluation of PHS in germplasm and breeding material. Of the 12,201 mapped markers, 11,282 or 92.5% were SNP markers, while the remaining 919 or 7.5% were SSR, DArT and EST markers. The B genome chromosomes accounted for the largest number of 6291 SNP markers, followed by the A genome with 4125 SNPs, and the D genome with 1785 SNP markers. A likely explanation for larger numbers of B genome SNP markers could be the greater genetic diversity of B genome species when compared to the A and D genome species [46, 47] . A faster rate of evolution of the B genome due to greater polymorphism and duplication events, in addition to greater genetic diversity brought about by cross pollination were cited [48] [49] [50] as possible explanations for findings of a greater number of ESTs associated with more unique loci on the B genome when compared to the A and D genomes.
PHS datasets were analyzed with both MIM and SIM (data not shown) methods. Because results of both methods were very similar, only those of the MIM analyses were reported. As QTL identified using MIM were robust and supported by SIM results, it is unlikely that additional large effect QTL involved in epistatic interactions might have been detected using other QTL mapping methods that detect both main effect (M-QTL) and epistatic QTL (E-QTL). Further, a Meta-QTL study [37] reporting PHS QTL on 4A and group 3 chromosomes support significant PHS QTL identified on chromosome 3B and 4A of our study.
The most consistent of the four PHS QTL identified on chromosomes 3B, 4A, 7B and 7D were located on chromosome 4A; GI, SI and FN trait QTL each accounting for 58.1%, 32.1% and 25.8% of the phenotypic variation in their respective traits. The QTL for these PHS traits were coincident and maybe associated with the same gene(s). These findings might suggest that chromosome 4A is involved in regulation of PHS trait QTL in our test population. Previous reports of the association of PHS (See figure on previous page.) Figure 1 Location of QTL and syntenic regions in Brachpodium and rice. a. Location of QTL and flanking markers for PHS resistance on a) wheat chromosome 3B and its candidate regions on Brachypodium Bd2 and rice Os1, and b) chromosome 7B.1 and its candidate regions on Brachypodium Bd1 and rice Os6. b. Location of QTL and flanking markers for PHS resistance on a) wheat chromosome 4A and its candidate regions on Brachypodium Bd1 and rice Os3, and b) chromosome 7D.2 and its candidate regions on Brachypodium Bd1 and rice Os6. [2, [20] [21] [22] [23] [24] , support the importance of this QTL for PHS In addition to a major SI QTL on 4A, two other QTL for SI were identified on chromosomes 3B and 7B.1. Both SI QTL on 3B and 7B.1 were detected in two of six environments. QTL that provide tolerance to late maturity α-amylase (LMA) have been mapped on 3BS and 7BL in an Australian wheat cross Cranbrook/Halberd [51] . In both studies, the SSR markers Xwmc623, Xwmc808, Xgwm72, Xwmc612, Xgwm285, Xwmc693, Xwmc1 (3B LMA QTL interval) and Xgwm577, Xwmc273, Xwmc276 (7B LMA QTL interval) also flanked corresponding PHS QTL intervals on chromosomes 3B.1 and 7B.1 respectively (data not shown). Further, alleles of a regulator gene Vp-1B on 3B have been reported to influence grain dormancy in Chinese wheat varieties [19] . In a follow up study [52] , the VP-1B locus was validated in a white-grained Chinese landrace Wanxianbaimaizi (high seed dormancy and PHS tolerance) using SSR markers and a gene-specific primer Vp1. A CIM analysis identified a seed dormancy QTL QSd.ahau-3B on 3B flanked by Vp1 which is linked to an SSR marker Xwmc446 that also happens to flank the PHS QTL interval on chromosome 3B of our study. The above findings suggest that PHS and LMA QTL on chromosomes 3B and 7B are likely the same.
' AC Domain' alleles contributed to increasing the FN on 7D (linkage group 7D.2), with the exception of the Glenlea 2005 trial, wherein a negative additive score was observed for the FN. While the FN QTL on chromosome 7D is unique to our study, a significant time to maturity (Mat) QTL (PV = 26%) also on 7D, and a positive contribution of the RL4452 allele, has been reported previously by [29] in the same RL4452/' AC Domain' population. The authors reported an SSR marker Xgwm130 tightly linked to this QTL, which is distally located on 7DL, and is 1.1 cM from the QTL peak of our study. In the Glenlea 2005 trial (with a negative additive score for FN), the average FN (LS Mean) score of 183 DH progeny was the lowest of the four trials (data not shown). The low FN score at this location might suggest greater levels of PHS of ' AC Domain' genotypes, probably brought on by wet weather conditions at the maturity stages or during the three weeks preceding harvest [53] . As QTL locations of both these Mat and FN traits nearly coincide and are influenced by negative and positive additive effects (with the exception of the FN QTL of the Glenlea 2005 trial) of ' AC Domain' alleles respectively, the action of a pleiotrophic locus regulating both FN and Mat could be assumed. At Glenlea in 2005 it is possible that the lower FN for the Domain allele is due to adverse weather conditions at maturity or that the 7D QTL identified here might not actually be a PHS QTL, but rather a pleiotrophic effect of the Mat QTL on PHS.
Flanking marker intervals of a given PHS trait (GI, SI or FN) QTL were not always the same across trials/datasets. It is quite likely that the respective underlying genes influencing each of these traits are the same; difference in QTL interval location being mainly due to environment or experimental error from differences in class means of individual trial data sets [54] . Alternatively, the possibility of two closely linked loci controlling the same trait cannot be ruled out.
BLASTN searches with sequences of SNP markers flanking PHS QTL on chromosomes 3B, 4A, 7B and 7D revealed candidate regions in Brachypodium and rice genomes. The QTL interval on chromosome 3B was orthologous to regions on Bradi2 and the long arm of Os01, while QTL intervals on chromosomes 4A were orthologous to regions on Bradi1 and the short arm of Os03. QTL intervals on chromosome 7B.1 and 7D.2 were orthologous to regions on Bradi1 and the short arm of Os06 of rice. The above findings of orthology between wheat/rice chromosomes: 3B/Os01, 4A/Os03 and 7B&7D/Os06 concur with previous reports [42, [55] [56] [57] of wheat/rice chromosomal region similarities revealed via comparative mapping with DNA probes and ESTs. Further, orthologies between PHS QTL intervals of 4A, 7B, 7D and genomic regions of Bradi1, and 3B/Bradi2 in our study will be refined to tease out individual genes responsible for variation in PHS resistance. The availability of information on whole-genome 454 assembled gene sequences of Chinese spring [58] and gene-orthologies among the said wheat and Brachypodium chromosomes established using 5003 ESTs mapped to wheat deletion bins [32] will serve as useful references to complement our efforts.
Eighteen KASP markers were developed from SNP sequences flanking QTL for PHS resistance. Identical genotype calls of Infinium SNP data enabled validation of the 18 KASP markers and identified four (of 183) progeny genotypes of the RL4452/' AC Domain' population possessing PHS resistance on all four QTL on 3B, 4A, 7B and 7D (Additional file 4). Criteria for selection of these genotypes was based on findings of our study: ' AC Domain' (allele 'A') reduced GI and SI on 4A, increased FN on 4A and 7D, while RL4452 (allele 'B') reduced SI on chromosomes 3B and 7B. Further, these 18 KASP markers can be deployed in future genetic studies of PHS, and in evaluation of PHS in germplasm and breeding material.
Genes present in Brachypodium and rice in orthologous regions corresponding to the QTL were identified (Additional file 2). The 3B region is large and contains over 800 genes in Brachypodium and over 1300 in rice. More markers are needed to reduce the size of the region and the emerging reference sequence of chromosome 3B (http://wheat-urgi.versailles.inra.fr/ Seq-Repository/Reference-sequence) will be a valuable resource. There are a number of ABA-inducible genes (2 Brachypodium and 3 rice) which could be a starting point to search for additional markers.
The 4A and 7B regions contain many fewer genes in Brachypodium and rice than the 3B region. Gibberellin 20 oxidase (GA20 -oxidase) [59] on Bradi1/Os03 orthologous to 4A and abscissic acid responsive elements (ABF2, ABF3) [60] [61] [62] on Bradi1/Os06 orthologous to chromosome 7B are candidates worth further study. GA20 -oxidase has previously been considered as a candidate gene underlying PHS QTL on 4A [63] .
On chromosome 7D the QTL was coincident with a previously identified maturity QTL in the same population (29) . Genes affecting flowering time are present in the orthologous regions in Brachypodium and rice. These include the Far-red impaired responsive (FAR1) related proteins [64] on chromosome Bradi1, as well as VRN1-AP2/B3-like transcription factors [65, 66] on Bradi1 and phosphatidylethanolamine -binding protein (PEBP) homologous to the Flowering Locus T gene [67, 68] on Bradi1/Os06, orthologous to chromosome 7D.
Because our study utilized a large number of sequencebased SNPs not available for previous mapping studies, the resulting genetic maps and QTL flanking SNP markers are a novel and current resource for identification of underlying genes based on synteny and collinearity to model species Brachypodium and rice. Further, the identification of candidate genes and regions for PHS in Brachypodium and rice will enable a targeted focus for selection of candidate genes whose physiological/biological functions are linked to or influence variation in PHS traits under study. Such candidate gene-specific PCR markers will be developed and validated via mapping to the QTL intervals for PHS resistance in wheat.
Conclusions
In our study we utilized SNPs from a wheat 90 K Infinium iSelect Custom Beadchip that permitted detection and assignment of significant PHS resistance QTL to specific chromosomal locations on genetic maps. Sequences of SNPs flanking PHS resistance QTL enabled identification of candidate genes and regions for PHS in Brachypodium and rice via comparative mapping. The 18 KASP markers resulting from this study can be suitably deployed in future genetic studies of PHS and might also be useful in the evaluation of PHS in germplasm and breeding material.
Methods
Plant material, experimental layout and trait phenotyping [6, 28] .
Molecular markers and genotyping Infinium SNPs and PCR based markers
The 90 K Infinium iSelect Custom Wheat Beadchip identified 12,351 polymorphic markers that were added to existing SSR, DArT and EST markers for the RL4452/ ' AC Domain' cross. Of these, a total of 12,201 markers (11282 SNPs; 919 SSRs, DArTs and ESTs) were used in the construction of genetic maps. Further, co-segregating markers were removed from the set of 12,201 markers and QTL analysis was carried out (one marker per bin) with 1054 markers.
Linkage mapping
Genotypic data of 193 DH progeny, screened with 12,201 markers (SSR, SNP, DArT and ESTs), were used to construct genetic maps for all 21 chromosomes. Bins of co-segregating markers were identified with MSTMap [69] , and the most informative marker per bin was retained for mapping with MapDisto® [70] . Linkage groups were created using a minimum LOD score of 4 and maximum recombination fraction (RF) of 0.25. Recombination fractions were converted into centiMorgan (cM) map distances using the Kosambi mapping function.
QTL analysis
Multi-year trial data collected at six environments on three PHS traits (GI, SI, FN) were used for QTL mapping with QGene version 3.0 software [71] . Trait data and molecular phenotypes of 183 DH progeny assessed with 1054 markers were subject to MIM and SIM (data not shown) analyses. QTL with LOD scores exceeding critical threshold values at 5% (α 0.05 ), at two or more environments were deemed significant. Threshold values for trait QTL were obtained through permutation analyses involving 1000 iterations. Further, marker-trait regression (r 2 ) values were interpreted as the percent phenotypic variation (% PV) explained due to respective QTL.
Identification of candidate genes and regions in Brachypodium and rice
Sequences of SNPs flanking QTL for PHS resistance traits (GI, SI, FN) on chromosomes 3B, 4A, 7B and 7D were subject to a BLASTN (Basic search) on the IWGSC database (http://wheat-urgi.versailles.inra.fr/Seq-Repository). Further, best survey sequence hits were subject to a BLASTN search (Maximum E-value 10) on Gramene (www.gramene.org) against both Brachypodium and rice databases to obtain candidate regions for PHS resistance. QTL intervals were deduced from centiMorgan map distances between SNP markers flanking QTL peaks of a given PHS resistance trait (GI, SI or FN). Consensus candidate regions for PHS resistance were arrived at from best hits (of PHS QTL flanking SNP sequences) to genes and genomic regions in Brachypodium and rice. A few of the SNP markers returned hits to non-candidate regions/chromosomes prompting the selection of weaker hits to the consensus candidate regions. MapChart 2.2 [72] was used to construct genetic and physical maps of orthologous regions in wheat, Brachypodium and rice. Candidate genes in Brachypodium and rice corresponding to QTL intervals for PHS resistance on chromosomes 3B, 4A, 7B and 7D of wheat were obtained from the online PlantGDB database (http://www.plantgdb. org/).
KASP markers
Sequences of SNP markers flanking QTL for PHS resistance on chromosomes 3B, 4A, 7B and 7D were converted to KASP markers. PrimerPicker Lite for KASP version 0.25 (KBioscience®) was used to generate KASP primer sets from QTL flanking SNP sequences. Protocols for the preparation and running of KASP reactions, and PCR conditions are given in the KASP manual (http://www.kbioscience.co.uk/). A FLUOstar Omega plate reader (BMG LABTECH® Offenburg Germany) with KlusterCaller™ software was used to visualize KASP marker polymorphisms.
